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SYSTEM AND METHODS TO ACCOUNT FOR
INTERFERENTS IN A GLUCOSE BIOSENSOR

BACKGROUND

Electrochemical glucose test strips, such as those used in
the OneTouch® Ultra® whole blood testing kit, which is
available from LifeScan, Inc., are designed to measure the
concentration of glucose in a blood sample from patients with
diabetes. The measurement of glucose can be based on a
physical transformation (i.e., the selective oxidation) of glu-
cose by the enzyme glucose oxidase (GO). The reactions that
can occur in a glucose biosensor are summarized below in
Equations 1 and 2.

Glucose+GOy,,,,—~Gluconic Acid+GO,.4 Eq. 1

GO eyt 2Fe(CN) 6> ™GO+ 2Fe(CN) 6+ Eq.2

Asillustrated in Equation 1, glucose is oxidized to gluconic
acid by the oxidized form of glucose oxidase (GO,,,). It
should be noted that GO, may also be referred to as an
“oxidized enzyme.” During the chemical reaction in Equation
1, the oxidized enzyme GO, is transformed to its reduced
state, which is denoted as GO, (i.e., “reduced enzyme”).
Next, the reduced enzyme GOy, is re-oxidized back to
GOy, by reaction with Fe(CN)4>~ (referred to as either the
oxidized mediator or ferricyanide) as illustrated in Equation
2. During the re-generation or transformation of GO, ., back
to its oxidized state GOy, Fe(CN),>~ is reduced to
Fe(CN),* (referred to as either reduced mediator or ferro-
cyanide).

When the reactions set forth above are conducted with a
test voltage applied between two electrodes, a test current can
be created by the electrochemical re-oxidation of'the reduced
mediator at the electrode surface. Thus, since, in an ideal
environment, the amount of ferrocyanide created during the
chemical reaction described above is directly proportional to
the amount of glucose in the sample positioned between the
electrodes, the test current generated would be proportional to
the glucose content of the sample. A mediator, such as ferri-
cyanide, is a compound that accepts electrons from an
enzyme such as glucose oxidase and then donates the elec-
trons to an electrode. As the concentration of glucose in the
sample increases, the amount of reduced mediator formed
also increases; hence, there is a direct relationship between
the test current, resulting from the re-oxidation of reduced
mediator, and glucose concentration. In particular, the trans-
fer of electrons across the electrical interface results in the
flow of a test current (2 moles of electrons for every mole of
glucose that is oxidized). The test current resulting from the
introduction of glucose can, therefore, be referred to as a
glucose current.

Because it can be very important to know the concentration
of glucose in blood, particularly in people with diabetes,
glucose meters in the form of episodic glucose meter or
continuous glucose monitors have been developed using the
principles set forth above to enable the average person to
sample and test their blood for determining their glucose
concentration at any given time. The glucose current gener-
ated is detected by the glucose meter and converted into a
glucose concentration reading using an algorithm that relates
the test current to a glucose concentration via a simple math-
ematical formula. In a popular form of the glucose meter, the
glucose meters work in conjunction with a biosensor (which
is disposable) that may include a sample-receiving chamber
and at least two electrodes disposed within the sample-receiv-
ing chamber in addition to the enzyme (e.g. glucose oxidase)
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and the mediator (e.g. ferricyanide). In use, the user pricks
their finger or other convenient site to induce bleeding and
introduces a blood sample to the sample-receiving chamber,
thus starting the chemical reaction set forth above.

For glucose measurements made using electrochemical
sensors, such measurements are susceptible to measurement
errors arising from the presence of endogenous and exog-
enous substances in the blood sample (interferent com-
pounds). Such interferent compounds give rise to a measure-
ment error through two mechanisms. Firstly, the interferent
compound may be directly oxidised at the electrode surface,
giving rise to an error current. Secondly, the interferent com-
pound may react with the mediator, giving rise to an error
current.

SUMMARY OF THE DISCLOSURE

Applicants have discovered various embodiments of a
technique to allow for improved accuracy in the measurement
of analyte with an analyte meter and a biosensor, principally,
by using pulsed signal inputs to the biosensor and selecting at
least one specific output from the biosensor to determine an
analyte concentration that is less affected by interfering
chemical substances that might be present in the fluid sample.
In particular, applicants have discovered that whenever a
positive potential is applied to an electrochemical biosensor
with a sample, the sample generates a current response
through three mechanisms: (1) an analyte signal is generated
through oxidation of a suitable reduced acceptor (e.g., ferro-
cyanide) resulting from the enzyme reaction; (2) an interfer-
ent signal is generated through the oxidation of the reduced
acceptor resulting from the reduction of the acceptor by inter-
ferent compounds in the blood; and (3) an interferent signal is
generated through the direct oxidation of interferent com-
pounds in the blood. On the other hand, where a negative
potential is applied to the sample following a positive poten-
tial, the sample generates a current response through two
mechanisms: (1) the oxidized form of the reduced acceptor
(e.g., ferricyanide) is generated during the positive pulse is
reduced back to its original form (e.g., to ferrocyanide) during
the negative pulse; and (2) any electrochemically reversible
interferent compounds are reduced back to their initial form.
Applicants note that any electrochemically irreversible inter-
ferent compounds will not be reduced back to their initial
form and will therefore not be able to contribute any interfer-
ent signal to subsequent pulses. Interferent signals arising
from direct oxidation of electrochemically irreversible inter-
ferent compounds in the blood will thus be reduced. Hence,
the current responses measured during both the initial nega-
tive pulse and the subsequent positive pulse will have a
reduced contribution from electrochemically irreversible
interferent compounds. It follows from the discussion above
that in the case of a ‘pulsed’ waveform which contains both
positive and negative voltage pulses, an analyte determina-
tion made using the current response resulting from the appli-
cation of either the initial or a subsequent negative pulse or an
analyte determination made using the current response result-
ing from the application of a positive pulse applied subse-
quently to a negative pulse, the error current due to the pres-
ence of irreversibly electrochemically active interferent
compounds in the blood sample, and hence the measurement
error in the analyte determination, will be reduced in the case
of'the ‘pulsed’ waveform with respect to that in the case of an
analyte determination made using the current response result-
ing from the application of a single, positive, voltage pulse.

Based onthe above discoveries, applicants have devised, in
one aspect, an analyte measurement system that includes a
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biosensor and an analyte meter. The biosensor has at least two
electrodes with a reagent disposed proximate the at least two
electrodes. The analyte meter includes a power supply and
memory for storage of data and a microprocessor. The micro-
processor is coupled to the power supply and memory, and the
biosensor. The microprocessor is configured to determine an
analyte concentration in a physiological sample by: applica-
tion of positive and negative electrical pulses to the at least
two electrodes in sequence with a plurality of positive elec-
trical pulses, in which a voltage of at least one positive elec-
trical pulse is at a generally constant magnitude during at least
one discrete interval, and a voltage of at least one negative
electrical pulse is at a generally constant magnitude during at
least one discrete interval; obtain at least one current output
over a predetermined time period from the at least two elec-
trodes for each of the plurality of electrical pulses other than
the first electrical pulse; and calculate an analyte concentra-
tion based on the at least one current output.

In a second aspect, an analyte measurement system that
includes a biosensor and an analyte meter is provided. The
biosensor has at least two electrodes with a reagent disposed
proximate the at least two electrodes. The analyte meter
includes a power supply and memory for storage of data and
a microprocessor. The microprocessor is coupled to the
power supply and memory, and the biosensor. The micropro-
cessor is configured to determine an analyte concentration in
a physiological sample by: application of positive and nega-
tive electrical pulses to the at least two electrodes in sequence
with a number of electrical pulses in the sequence, in which
the electrical pulses are applied over discrete intervals and
during each interval, a voltage of each of the positive electri-
cal pulses is at a generally constant magnitude, and a voltage
of at least one negative electrical pulse is at a generally con-
stant magnitude; obtain at least a first current output from the
at least two electrodes for each of a first predetermined time
period due to application of at least one positive electrical
pulse in the sequence other than the first positive pulse; obtain
at least a second current output from the at least two elec-
trodes for each of a second predetermined time period due to
application of at least one negative electrical pulse in the
sequence; and calculate an analyte concentration based on at
least one of the first and second current outputs.

In a third aspect, a method to determine analyte concentra-
tion in a physiological sample with analyte meter and biosen-
sor is provided. The meter has a microprocessor coupled to a
power supply and memory. The biosensor has a reagent dis-
posed on at least two electrodes. The method can be achieved
by: depositing a physiological fluid sample on the reagent
proximate the at least two electrodes of the biosensor; apply-
ing a plurality of positive and negative electrical pulses to the
at least two electrodes in sequence with a plurality of positive
electrical pulses with a positive electrical pulse being first in
the sequence and at least one positive electrical pulse being
next to the last pulse in the sequence, the applying step
includes: driving the plurality of positive electrical pulses
over discrete time intervals and during each interval, a voltage
of each of the positive electrical pulses is at a generally
constant magnitude, and driving at least one negative electri-
cal pulse over at least one discrete time interval and during the
at least one discrete interval, a voltage of the at least one
negative electrical pulse is at a generally constant magnitude;
measuring a first current output over a first predetermined
time duration from the at least two electrodes due to applica-
tion of at least one negative electrical pulse in the sequence;
measuring a second current output over a second predeter-
mined time period from the at least two electrodes due to
application of at least one negative electrical pulse in the
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sequence; determining an analyte concentration based on at
least one of the first and second current outputs; and annun-
ciating the analyte concentration from the determining step.

In each of the above aspects, each of the following features
can be utilized alone or in combination with other features
elucidated here. For example, the biosensor may include a
substrate on which the at least two electrodes are disposed, in
which the at least two electrodes may include three elec-
trodes, of which one of the three includes a reference elec-
trode and two of the three are working electrodes; the at least
one current output may be a negative current output of the last
electrical pulse; the microprocessor is configured to calculate
the analyte concentration with an equation of the form:

(|Iy] — Intercept)
Gy=—n —— 7
Slope

where

I,y may be a negative current output from the last electrical
pulse of the sequence;

Slope may be the value obtained from calibration testing of
a batch of biosensors of which this particular biosensor
comes from; and

Intercept may be the value obtained from calibration test-
ing of a batch of biosensors of which this particular
biosensor comes from.

Alternatively, the microprocessor is configured to calculate
the analyte concentration with an equation of the form:

B (lIg] — Intercept)
- Slope

where

Iz may be an average of the first current output I, and
second current output 1,;

1, may be at least one current output or an average current
output of the first output currents measured from each
positive pulse other than the first positive pulse;

1, may be at least one current output or an average current
output of the second output currents measured from each
negative pulse in the sequence;

Slope may be the value obtained from calibration testing of
a batch of biosensors of which this particular biosensor
comes from; and

Intercept may be the value obtained from calibration test-
ing of a batch of biosensors of which this particular
biosensor comes from.

Again, each of the following features may be utilized. For
example, each of the first output currents and second output
currents may be an output current measured at a predeter-
mined time within each of the k number of pulses; each of the
first output currents may be a summation of the positive
output currents over a predetermined time duration during
each pulse in the sequence of k pulses; each of the second
output currents may be a summation of the negative output
currents over a predetermined time duration during each
pulse of the sequence of k pulses and k may be any whole
number of at least 2; the microprocessor is configured to
calculate the analyte concentration with an equation of the
form:
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(lIp| — Intercept)
Gp= - "~
Slope

where

1, may be an average of output currents measured from
positive electrical pulses of the sequence other than the
first positive electrical pulse in the sequence;

Slope may be the value obtained from calibration testing of

a batch of biosensors of which this particular biosensor
comes from; and

Intercept may be the value obtained from calibration test-

ing of a batch of biosensors of which this particular
biosensor comes from.

Additionally, each of the following features may be uti-
lized alone or in combination with other features: the analyte
concentration may be an average of the sum of the analyte
concentrations G and G, the first current may be an average
of current outputs over the first predetermined time period
within each pulse of the sequence of k pulses; the first current
may be a summation of current outputs over the first prede-
termined time period within each pulse of the sequence of k
pulses; the second current may be an average of current
outputs over the second predetermined time period within
each pulse ofthe sequence of k pulses; the second current may
be a summation of current outputs over the second predeter-
mined time period within each pulse of the sequence of k
pulses; each of the first and second predetermined time peri-
ods may be about the same duration of time; the first prede-
termined time period may be about 200 milliseconds and the
second predetermined time period may be about 200 milli-
seconds; the sequence of electrical pulses may be about 4
electrical pulses; the sequence of electrical pulses may be
about 6 electrical pulses; the sequence of electrical pulses
may be about 10 electrical pulses; the magnitude of the posi-
tive electrical pulse may be about 400 millivolts and the
magnitude of the negative electrical pulse may be about nega-
tive 400 millivolts; the duration of the positive electrical pulse
may be about any duration from about 0.5 seconds to about 5
seconds; the duration of the negative electrical pulse may be
about any duration from about 0.5 seconds to about 5 seconds.

These and other embodiments, features and advantages
will become apparent to those skilled in the art when taken
with reference to the following more detailed description of
the exemplary embodiments of the invention in conjunction
with the accompanying drawings that are first briefly
described.

BRIEF DESCRIPTION OF THE DRAWINGS

The accompanying drawings, which are incorporated
herein and constitute part of this specification, illustrate pres-
ently preferred embodiments of the invention, and, together
with the general description given above and the detailed
description given below, serve to explain features of the
invention (wherein like numerals represent like elements), in
which:

FIG. 1 illustrates an analyte measurement system.

FIG. 2 illustrates in simplified schematic form the compo-
nents of the meter 200.

FIG. 3 A illustrates the biosensor 100 of the system of FIG.
1.

FIG. 3B illustrates an alternate biosensor 100" for the sys-
tem of FIG. 1.

FIG. 4A illustrates a graph of time over applied potential of
a known system.
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FIG. 4B illustrates a graph of time over output current from
the biosensor of the known system.

FIG. 5A illustrates a graph of four electrical pulses being
driven into the biosensor of the preferred embodiments.

FIG. 5B illustrates a graph of four corresponding output
pulses from the biosensor that are due to the input pulses of
FIG. 5A.

FIG. 6A illustrates a graph of six electrical pulses being
driven into the biosensor of the preferred embodiments.

FIG. 6B illustrates a graph of six corresponding output
pulses from the biosensor that are due to the input pulses of
FIG. 5A that are due to the input pulses of FIG. 6A.

FIG. 7A illustrates a graph of four electrical pulses similar
to the pulses in FIG. 5A but with longer duration being driven
into the biosensor of the preferred embodiments.

FIG. 7B illustrates a graph of four corresponding output
pulses from the biosensor that are due to the input pulses of
FIG. 7A.

FIG. 8A illustrates a graph of ten electrical pulses being
driven into the biosensor of the preferred embodiments.

FIG. 8B illustrates a graph of ten corresponding output
pulses from the biosensor that are due to the ten input pulses
of FIG. 8A.

FIGS. 9A-9D illustrate other pulsing wave forms that can
be used with the techniques disclosed herein.

FIGS. 10A and 10B illustrate the reduction in bias when
uric is added as an interferent to the measurement sample.

FIGS. 11-13 illustrate the reduction in bias when other
interferents (e.g., dopamine, acetaminophen, or ascorbic
acid) are added to the measurement samples while using the
techniques of applicants’ invention as compared to a known
system and a referential datum.

FIG. 14 illustrates a logic diagram for a method of deter-
mining a glucose concentration in accordance with the tech-
niques described herein.

MODES OF CARRYING OUT THE INVENTION

The following detailed description should be read with
reference to the drawings, in which like elements in different
drawings are identically numbered. The drawings, which are
not necessarily to scale, depict selected embodiments and are
not intended to limit the scope of the invention. The detailed
description illustrates by way of example, not by way of
limitation, the principles of the invention. This description
will clearly enable one skilled in the art to make and use the
invention, and describes several embodiments, adaptations,
variations, alternatives and uses of the invention, including
what is presently believed to be the best mode of carrying out
the invention.

As used herein, the terms “about” or “approximately” for
any numerical values or ranges indicate a suitable dimen-
sional tolerance that allows the part or collection of compo-
nents to function for its intended purpose as described herein.
In addition, as used herein, the terms “patient”, “host” and
“subject” refer to any human or animal subject and are not
intended to limit the systems or methods to human use,
although use of the subject invention in a human patient
represents a preferred embodiment.

FIG. 1 illustrates an analyte meter 200, for testing analyte
levels in the blood of an individual with a biosensor produced
by the methods and techniques illustrated and described
herein. Analyte meter 200 may include user interface inputs
(206, 210, 214), which can be in the form of buttons, for entry
of data, navigation of menus, and execution of commands.
Data can include values representative of analyte concentra-
tion, and/or information that are related to the everyday lif-
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estyle of an individual. Information, which is related to the
everyday lifestyle, can include food intake, medication use,
the occurrence of health check-ups, general health condition
and exercise levels of an individual. Analyte meter 200 can
also include a display 204 that can be used to report measured
analyte levels, and to facilitate entry of lifestyle related infor-
mation.

Analyte meter 200 may include a first user interface input
206, a second user interface input 210, and a third user inter-
face input 214. User interface inputs 206, 210, and 214 facili-
tate entry and analysis of data stored in the testing device,
enabling a user to navigate through the user interface dis-
played on display 204. User interface inputs 206, 210, and
214 include a first marking 208, a second marking 212, and a
third marking 216, which help in correlating user interface
inputs to characters on display 204.

Analyte meter 200 can be turned on by inserting a biosen-
sor 100 into a strip port connector 220, by pressing and briefly
holding first user interface input 206, or by the detection of
data traffic across a data port 218. Analyte meter 200 can be
switched off by removing biosensor 100, pressing and briefly
holding first user interface input 206, navigating to and select-
ing a meter off option from a main menu screen, or by not
pressing any buttons for a predetermined time. Display 104
can optionally include a backlight.

In one embodiment, analyte meter 200 can be configured to
not receive a calibration input for example, from any external
source, when switching from a first biosensor batch to a
second biosensor batch. Thus, in one exemplary embodiment,
the meter is configured to not receive a calibration input from
external sources, such as a user interface (such as inputs 206,
210, 214), an inserted test strip, a separate code key or a code
strip, data port 218. Such a calibration input is not necessary
when all of the biosensor batches have a substantially uniform
calibration characteristic. The calibration input can be a set of
values ascribed to a particular biosensor batch. For example,
the calibration input can include a batch slope and a batch
intercept value for a particular biosensor batch. The calibra-
tions input, such as batch slope and intercept values, may be
preset within the meter as will be described below.

Referring to FIG. 2, an exemplary internal layout of analyte
meter 200 is shown. Analyte meter 200 may include a pro-
cessor 300, which in some embodiments described and illus-
trated herein is a 32-bit RISC microcontroller. In the preferred
embodiments described and illustrated herein, processor 300
is preferably selected from the MSP 430 family of ultra-low
power microcontrollers manufactured by Texas Instruments
of Dallas, Tex. The processor can be bi-directionally con-
nected via I/O ports 314 to a memory 302, which in some
embodiments described and illustrated herein is an
EEPROM. Also connected to processor 300 via 1/O ports 214
are the data port 218, the user interface inputs 206, 210, and
214, and a display driver 320. Data port 218 can be connected
to processor 300, thereby enabling transfer of data between
memory 302 and an external device, such as a personal com-
puter. User interface inputs 206, 210, and 214 are directly
connected to processor 300. Processor 300 controls display
204 via display driver 320. Memory 302 may be pre-loaded
with calibration information, such as batch slope and batch
intercept values, during production of analyte meter 200. This
pre-loaded calibration information can be accessed and used
by processor 300 upon receiving a suitable signal (such as
current) from the strip via strip port connector 220 so as to
calculate a corresponding analyte level (such as blood analyte
concentration) using the signal and the calibration informa-
tion without receiving calibration input from any external
source.
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In embodiments described and illustrated herein, analyte
meter 200 may include an Application Specific Integrated
Circuit (ASIC) 304, so as to provide electronic circuitry used
in measurements of analyte level in blood that has been
applied to a biosensor 100 inserted into strip port connector
220. Analog voltages can pass to and from ASIC 304 by way
of'an analog interface 306. Analog signals from analog inter-
face 306 can be converted to digital signals by an A/D con-
verter 316. Processor 300 further includes a core 308, a ROM
310 (containing computer code), a RAM 312, and a clock
318. In one embodiment, the processor 300 is configured (or
programmed) to disable all of the user interface inputs except
for a single input upon a display of an analyte value by the
display unit such as, for example, during a time period after an
analyte measurement. In an alternative embodiment, the pro-
cessor 300 is configured (or programmed) to ignore any input
from all of the user interface inputs except for a single input
upon a display of an analyte value by the display unit.

FIG. 3A is an exemplary exploded perspective view of a
biosensor 100, which may include seven layers disposed ona
substrate 5. The seven layers disposed on substrate 5 can be a
conductive layer 50 (which can also be referred to as electrode
layer 50), an insulation layer 16, two overlapping reagent
layers 22a and 22b, an adhesive layer 60 which includes
adhesive portions 24, 26, and 28, a hydrophilic layer 70, and
atop layer 80. Biosensor 100 may be manufactured in a series
of steps where the conductive layer 50, insulation layer 16,
reagent layers 22, adhesive layer 60 are sequentially depos-
ited on substrate 5 using, for example, a screen-printing pro-
cess. Hydrophilic layer 70 and top layer 80 can be disposed
from a roll stock and laminated onto substrate 5 as either an
integrated laminate or as separate layers. Biosensor 100 has a
distal portion 3 and a proximal portion 4 as shown in FIG. 3A.

Biosensor 100 may include a sample-receiving chamber 92
through which a blood sample may be drawn. Sample-receiv-
ing chamber 92 can include an inlet at a proximal end and an
outlet at the side edges of biosensor 100, as illustrated in FIG.
3A. A blood sample 94 can be applied to the inlet to fill a
sample-receiving chamber 92 so that analyte can be mea-
sured. The side edges of a first adhesive pad 24 and a second
adhesive pad 26 located adjacent to reagent layer 22 each
define a wall of sample-receiving chamber 92, as illustrated in
FIG. 3A. A bottom portion or “floor” of sample-receiving
chamber 92 may include a portion of substrate 5, conductive
layer 50, and insulation layer 16, as illustrated in FIG. 3A. A
top portion or “roof” of sample-receiving chamber 92 may
include distal hydrophilic portion 32, as illustrated in FIG.
3A.

For biosensor 100, as illustrated in FIG. 3A, substrate 5 can
be used as a foundation for helping support subsequently
applied layers. Substrate 5 can be in the form of a polyester
sheet such as a polyethylene tetraphthalate (PET) material
(Hostaphan PET supplied by Mitsubishi). Substrate 5 can be
in a roll format, nominally 350 microns thick by 370 milli-
meters wide and approximately 60 meters in length.

A conductive layer is required for forming electrodes that
can be used for the electrochemical measurement of analyte.
Conductive layer 50 can be made from a carbon ink that is
screen-printed onto substrate 5. In a screen-printing process,
carbon ink is loaded onto a screen and then transferred
through the screen using a squeegee. The printed carbon ink
can be dried using hot air at about 140° C. The carbon ink can
include VAGH resin, carbon black, graphite (KS15), and one
or more solvents for the resin, carbon and graphite mixture.
More particularly, the carbon ink may incorporate a ratio of
carbon black:VAGH resin of about 2.90:1 and a ratio of
graphite:carbon black of about 2.62:1 in the carbon ink.
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For biosensor 100, as illustrated in FIG. 3A, conductive
layer 50 may include a reference electrode 10, a first working
electrode 12, a second working electrode 14, a first contact
pad 13, a second contact pad 15, a reference contact pad 11, a
first working electrode track 8, a second working electrode
track 9, a reference electrode track 7, and a strip detection bar
17. The conductive layer may be formed from carbon ink.
First contact pad 14, second contact pad 15, and reference
contact pad 11 may be adapted to electrically connect to an
analyte meter. First working electrode track 8 provides an
electrically continuous pathway from first working electrode
12 to first contact pad 14. Similarly, second working electrode
track 9 provides an electrically continuous pathway from
second working electrode 14 to second contact pad 15. Simi-
larly, reference electrode track 7 provides an electrically con-
tinuous pathway from reference electrode 10 to reference
contact pad 11. Strip detection bar 17 is electrically connected
to reference contact pad 11. An analyte meter can detect that
biosensor 100 has been properly inserted by measuring a
continuity between reference contact pad 11 and strip detec-
tion bar 17, as illustrated in FIG. 3A. An alternate version of
the biosensor 100 is shown in FIG. 3B as biosensor 100'. In
this version, the top layer 38', hydrophilic film layer 34' and
spacer 29 have been combined together to form an integrated
assembly for mounting to the substrate 5 with reagent layer
22' disposed proximate insulation layer 16'.

FIG. 4A is an exemplary chart of a known analyte mea-
surement technique to measure an analyte such as, for
example, glucose with a suitable analyte meter such as for
example, a glucose meter and a suitable biosensor such as, for
example, a glucose test strip. In this exemplary system, a test
voltage applied to biosensor 100. Before a fluid sample is
applied to biosensor 100, analyte meter 200 is in a fluid
detection mode in which a test voltage V,, of about 400
millivolts is applied between second working electrode 14
and reference electrode 10. A second test voltage V -, of about
400 millivolts is preferably applied simultaneously between
first working electrode 12 and reference electrode 10. Alter-
natively, the second test voltage may also be applied contem-
poraneously such that a time interval of the application of the
first test voltage overlaps with a time interval in the applica-
tion of the second test voltage. The analyte meter may be in a
fluid detection mode during fluid detection time interval prior
to the detection of physiological fluid. In the fluid detection
mode, analyte meter 200 determines when a fluid is applied to
biosensor 100 such that the fluid wets second working elec-
trode 14 and reference electrode 10. Once analyte meter 200
recognizes that the physiological fluid has been applied
because of, for example, a sufficient increase in the measured
test current at second working electrode 14, analyte meter 200
assigns a zero second marker at this so-called starting time as
“0” and starts the test time interval T,. Upon the completion
of the test time interval T, the test voltage is removed. For
simplicity, FIG. 4A only shows the first test voltage V,,
applied to biosensor 100.

Hereafter, a description of how glucose concentration is
determined from the known current output transients (i.e., the
measured electrical current response in microamperes as a
function of time in FIG. 4B) that are measured when the test
voltages of FIG. 4A are applied to the known biosensors 100.

In FIG. 4A, the test voltage applied to biosensor 100 is
generally from about +100 millivolts to about +600 milli-
volts. In one embodiment in which the electrodes include
carbon ink and the mediator is ferricyanide, and the analyte in
question is glucose, the test voltage is about +400 millivolts.
Other analytes, mediator and electrode material combina-
tions will require different test voltages. The duration of the
test voltage 402 is generally from about 2 to about 4 seconds
after a reaction period and is typically about 3 seconds after a
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reaction period. Typically, time T, is measured relative to
time a time point when the sample is detected on the biosen-
sor’s electrodes. As the voltage V ;, is maintained in FIG. 4A
for the duration of T1, the current transient 402 for the first
working electrode is generated starting at zero time (and
likewise the current transient for additional electrodes can
also be generated with respect to the zero time). The current
transient 402 builds up to a maximum proximate peak time Tp
at which time, the current slowly drops off until approxi-
mately 5 seconds after zero time. At the point 412, the current
value “Ig” for a working electrode is measured. Because the
biosensor includes more than one working electrodes, a plu-
rality of current transients besides current transient 402 can
be provided by the biosensor. Where there are more than one
working electrodes, the current outputs Ig at sampling time Te
is added together to derive the output current that can be used
to determine glucose concentration. It is noted that in one
embodiment, the time Te is selected to be a single time point
(or a range of time points) at a certain interval from a peak
current output at time Tp. Alternatively, the time Te may be a
fixed time point from the start time 0 of the test sequence. In
yet another alternative, the time Te can be a time point
selected from a table correlated to at least one physical char-
acteristic of the sample. Details of this variable test time are
shown and described in U.S. Provisional Patent Application
Ser. No. 61/581,087 filed Dec. 29, 2011; 61/581,089 filed
Dec. 29, 2011; 61/581,099 filed Dec. 29, 2011; and 61/581,
100 filed Dec. 29, 2011, and which applications are hereby
incorporated by reference into this application.

From knowledge of the calibration code offset and slope
for the particular biosensor 100, the glucose concentration
can be calculated. “Intercept” and “Slope” are the values
obtained by measuring calibration data from a batch of test
strips. Typically around 1500 strips are selected at random
from the lot or batch. Body fluid from donors is spiked to
various analyte levels, typically six different glucose concen-
trations. Typically, blood from 12 different donors is spiked to
each of the six levels. Eight strips are given blood from
identical donors and levels so that a total of 12x6x8=576 tests
are conducted for that lot. These are benchmarked against
actual analyte level (e.g., blood glucose concentration) by
measuring these using a standard laboratory analyzer such as
Yellow Springs Instrument (YSI). A graph of measured glu-
cose concentration is plotted against actual glucose concen-
tration (or measured current versus YSI current). A graph of
measured glucose concentration is plotted against actual glu-
cose concentration (or measured current versus YSI current),
and a formula y=mx+c least squares fitted to the graph to give
avalue for batch slope m and batch intercept ¢ for the remain-
ing strips from the lot or batch.

As an example of an analyte calculation (e.g., glucose) for
biosensor 100 (FIG. 3A), it is assumed in FIG. 4B that the
sampled current value at 412 for the first working electrode is
1600 microamps whereas the current value at 412 for the
second working electrode is 1400 microamps and for the
calibration code of the biosensor the Intercept is 500 micro-
amps and the Slope is 18 microamps/mg/dL.. Glucose con-
centration G can be thereafter be determined from Equation 3
as follow:

G=[(Ig)-Intercept]/Slope

Where

Ig is the current measured from the electrode (FIG. 4B) or
a sum of currents

measured from the electrodes;

Slope is the value obtained from calibration testing of a
batch of biosensors of which this particular biosensor
comes from;

Intercept is the value obtained from calibration testing of a
batch of biosensors of which this particular biosensor
comes from.

From Eq. 3 G=[(1600+1400)-500])/18 and therefore,
(G=143.33 nanoamp~143 mg/dL.

Eq.3
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It is noted that certain offsets may be provided to the
current value of each working electrode to account for errors
or delay time in the electrical circuit of the meter 200. Tem-
perature compensation can also be utilized to ensure that the
results are calibrated to a referential temperature such as for
example room temperature of about 20 degrees Celsius.

Applicants have discovered that for blood samples that
have “interferents,” a glucose measurement can be obtained
that is less affected by these interferents skewing (or in the art,
“biasing”) the glucose measurements away from its YSI labo-
ratory’s value. Applicants’ approach is advantageous com-
pared to known approaches for the reduction of error currents
arising from oxidation of irreversibly electrochemically
active interferent compounds. As used herein, the term “inter-
ferents” indicates substances that are the result of biochemi-
cal reactions in a biological system and not intrinsic to the
physiological fluid sample, such as, for examples, uric acid,
acetaminophen, dopamine, ascorbic acid, and the like.

In the known approach, the skewing effects of interferents
may be reduced by directly measuring such currents at a
dedicated electrode and using such a measured current to
apply a correction to the final glucose measurement. The
known approach requires the presence on the strip of an
additional electrode. The presence of such an additional elec-
trode requires a larger test chamber, which in turn requires a
greater sample volume. Applicants’ technique of voltage
pulsing therefore reduces the volume requirement of the test
chamber with respect to the approach of direct measurement
and correction.

Specifically, applicants’ new technique involves a determi-
nation of a glucose concentration in a physiological sample
by application of a plurality of positive and negative electrical
pulses to the at least two electrodes in a heretofore novel and
unobvious manner discovered by applicants. As shown in
FIG. 5A, the input voltage 500 is provided in the form of a
sequence 500 of positive and negative pulses (502, 504, 506,
and 508) at discrete time intervals. Each positive pulse (e.g.,
502, 506) is applied over spaced apart intervals “d” and dur-
ing each interval “d”, a voltage of each of the positive elec-
trical pulses is maintained at a generally constant magnitude.
The interval can be from about 0.2 seconds to about 6 sec-
onds. Each negative pulse (e.g., 504) is applied between the
positive pulses at spaced apart intervals “d”. During at least
one discrete interval “d”, a voltage of the at least one negative
electrical pulse is at a generally constant magnitude. The
negative pulse 504 can be maintained at a generally constant
magnitude for an interval that can be from about 0.2 seconds
to about 6 seconds. Each of the positive and negative pulses
are in alternating sequence and that the first pulse can be of a
first polarity and the second pulse can be of an opposite
polarity. In the preferred embodiment, the first polarity may
be a positive polarity and the positive and negative electrical
pulses are applied to the at least two electrodes in sequence.

In applicants’ approach, the plurality positive electrical
pulses can include the first and next to last pulse (e.g., 502 and
506) in the sequence of pulses. There is at least one negative
electrical pulse (e.g., pulse 504) being next to the last positive
pulse in the sequence of pulses. The last pulse is preferably a
negative pulse (e.g., 508). It is noted that the plurality of
positive electrical pulses is applied over discrete spaced apart
time-wise intervals at which a voltage of the positive electri-
cal pulse is held at a generally constant magnitude during
each interval. At least one negative clectrical pulse, for
example, negative pulse 504 or 508 (FIG. 5A), is applied over
at least one discrete time interval at which a voltage of the
negative electrical pulse is held at a generally constant mag-
nitude during each interval.
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With reference to exemplary FIG. 5B, each of the pulses
applied (in FIG. 5A) to the biosensor will cause the analyte (in
this case glucose) and reagent in the biosensor to provide
output pulses 510 (in FIG. 5B showing an output transient
waveform) with corresponding output pulse peaks (512a,
5125, 512¢, and 512d) at the beginning of each input pulse
(FIG. 5A). The output transient 510 is represented here as a
current output over time and shown here as several decaying
transients 510a, 5105, 510¢, and 5104 in which each of the
transients is decaying from the respective peaks 5124, 5125,
512¢, and 512d. In particular, the system obtains (e.g., by
sampling or measuring a current transient) a current output [,
from the at least two electrodes of the biosensor due to appli-
cation of at least one electrical pulse other than the first pulse
502 in the sequence 500 of electrical pulses 502, 504, and
506. The current output I, can be measured at time Tp2, an
average or summation of the output currents from the time
point of Tp2 to the end of the decaying transient or the start of
the next pulse (FIG. 5B). The system also obtains an output
current I, from the biosensor due to application of the first
negative pulse 504 (FIG. 5A) at time T, and another output
current I, due to application of the last electrical pulse (e.g.,
pulse 508) at time T, in the sequence of pulses 502, 504, 506,
and 508. A sum (or alternatively an average) of the output
currents I, and I, can be designated as the current output I ..
Note that each of the output currents I, and I, can be
measured at respective time T,, and T,,. Alternatively, an
average or summation of the output currents from each of
respective time points of T, and Ty, to the end T, of the
decaying transient (or the start of the next pulse), whose
duration is shown here as double-headed arrows.

The system may determine the glucose concentration with
the first and second current outputs I, and I,,in Equation 4 of
the form:

_ (lIg| — Intercept) Eq. 4

Slope

where

Iz may be an average of the first current output I, and
second current output 1,;

1, may be at least one current output or an average current
output of the first output currents (Ip,, Ip3, 1oy, Ips . .. Loy
where k=total number of pulses) measured from each
positive pulse other than the first positive pulse;

I,ymay be at least one current output or an average current
output of the second output currents (I, Ly, Lz - - Ly
measured from each negative pulse in the sequence;

Slope may be the value obtained from calibration testing of
a batch of biosensors of which this particular biosensor
comes from; and

Intercept may be the value obtained from calibration test-
ing of a batch of biosensors of which this particular
biosensor comes from.

Alternatively, where the biosensor includes two working
electrodes, the system may determine the glucose concentra-
tion with Equation 3 where each of the current output I, and
current output I, can be obtained from each of the working
electrodes. Where there is more than one current output, an
average of the positive output currents I, Ip5, Ipg, [ps . .. Ipp
(where k=total number of pulses) from each of the working
electrodes can be used along with an average of the negative
output currents [, L5, Lys - . . Ly, (Where k=total number of
pulses) from each of the working electrodes as the current [ in
Equation 3 above. To distinguish between the similar nomen-
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clatures 1, versus l,,, Ips, Loy, Ips . . . 15, applicants have
designated I, (or 1)) as “current output” and the series 1 .,, I .5,
Tpg, Ips oo Ipp (O Ly s Taras Lnss Lnvg - - - L) @s “output currents.”

Applicants have discovered that the error (or “bias™)
between a glucose measurement and a referential glucose
measurement via the YSI laboratory equipment is reduced for
particular interferent(s) when at least the last negative current
is utilized in the glucose calculation. For example, as can be
seen in FIG. 11, when the interferent is ascorbic acid and the
Waveform is “1”, the reduction in bias is greater in the nega-
tive pulse (at about 5 mg/dL) than the positive pulse (at about
7 mg/dL) as compared to the control in Waveform 0, (at about
10 mg/dL greater than referential YSI value). As applicants
have discovered that bias is reduced in certain interferents via
the use of the particularly selected negative pulse, it is also
preferable that certain glucose concentration from the
selected positive current(s) or selected negative current(s) be
utilized separately when accounting for particular interfer-
ents and one of the two glucose readings (from respective
positive and negative pulses) may be used as the glucose
reading annunciated to the user. For example, the micropro-
cessor can be configured to calculate the glucose concentra-
tion using the output of the selected negative pulse with
Equation 5 of the form:

B (1{x| — Intercept) Eq. 5

G
N Slope

where

I,y may include the second current output measured from
the last electrical pulse of the sequence;

Slope may include the value obtained from calibration
testing of a batch of biosensors of which this particular
biosensor comes from; and

Intercept may include the value obtained from calibration
testing of a batch of biosensors of which this particular
biosensor comes from.

On the other hand, the microprocessor can also be config-

ured to calculate the glucose concentration with Equation 6 of
the form:

B (lIp| — Intercept) Eq. 6

P Slope

where

1, may include the first current output measured for a pulse
other than the first positive pulse of the sequence of
pulses;

Slope may include the value obtained from calibration
testing of a batch of biosensors of which this particular
biosensor comes from; and

Intercept may include the value obtained from calibration
testing of a batch of biosensors of which this particular
biosensor comes from.

Alternatively, both glucose measurements in Equations 5
and 6 (from respective positive and negative pulses) can also
be averaged together to provide for a glucose concentration to
the user.

Another embodiment is also shown here in FIGS. 6A and
6B. In FIG. 6A, the system may generate a sequence of a “k”
number of electrical pulses 600 that includes positive pulses
602, 606, 610 at spaced apart intervals with negative pulses
604 and 606 in between the spaced apart intervals of the
positive electrical pulses. The sequence of electrical pulses
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600 provided to the biosensor 100 generates the current tran-
sient 610 that includes peaks 612a, 6125, 612¢, 6124, and
612¢. Each peak of the transient 620 includes a corresponding
decaying transient 610a, 6105, 610c¢, 6104, 610¢, and 610/

As in the embodiment of FIGS. 5A and 5B, the system
obtains for FIGS. 6A and 6B (e.g., by sampling or measuring
a current transient) a current output Ip from the biosensor due
to application of the last electrical pulse (e.g., positive pulse
610) in the sequence 600 of electrical pulses 601, 602, 603,
604, 605, and 606. Alternatively, a series of output currents
can be utilized instead of the current output. In particular,
each of'the output currents I .,, [ .5, can be measured at respec-
tive time T, and T, ;. Each of the time points T,,, and T ,; can
be a time point which is about 75% of the total duration of the
current transient starting at the peak and ending when the
current becomes or by summation of the current outputs from
T, to Tpg (FIG. 6B) and T 5 to Tp. The system also obtains
a current output I, as an average or a summation of the output
currents Ly, [», Iys. As noted earlier, the system may deter-
mine the glucose concentration with the first and second
current outputs I, and I, in any one of Equations 4, 5, 6, or
combinations thereof. Alternatively, where the biosensor
includes two working electrodes, the system may determine
the glucose concentration with Equations 3 where each of the
current I, and current I, can be obtained from each of the
working electrodes. Specifically, an average of the current I,
from each of the working electrodes can be used along with an
average of the current I, from each of the working electrodes
as the current I in Equation 3 above.

FIGS. 7A and 7B illustrate yet another embodiment in
which the system obtains glucose concentration using a
pulsed sequence of electrical signals. In the sequence of FI1G.
7A, the interval “d” is longer than that of the duration or
interval in FIG. 5A or FIG. 6A. In particular, the duration “d”
is twice as long as the one in FIG. 5A or FIG. 6A, thereby
extending the overall time at which the glucose reaction is
measured from about 4 seconds to about 7 seconds.

Referring to FIG. 7A, the plurality of positive electrical
pulses can include the first and next to the last pulse (e.g., 702
and 706) in the sequence of pulses. There is at least one
negative electrical pulse (e.g., pulse 708) being the last pulse
in the sequence of pulses. It is noted that the plurality of
positive electrical pulses is applied over discrete spaced apart
time-wise intervals “d” at which a voltage of the positive
electrical pulse is held at a generally constant magnitude
during each interval. At least one negative electrical pulse, for
example, negative pulse 704 or 708 (FIG. 7A), is applied over
at least one discrete time interval at which a voltage of the
negative electrical pulse is held at a generally constant mag-
nitude during each interval.

With reference to exemplary FIG. 7B, each of the pulses
applied (in FIG. 7A) to the biosensor will cause the physical
transformation involving the glucose and reagent to provide
(in biosensor 100) an output transient 710 (in FIG. 7B) with
corresponding peaks at the beginning of each output pulse
(FIG.7A). The peaks are delineated here as 712a, 7125, 712c,
and 712d. The output transient 710 is represented here as
current output over time and shown here as several transients
710a, 7105, 710¢, and 7104 in which each of the transients is
decaying from the respective peaks 712a, 7125, 712¢, and
712d. In particular, the system obtains (e.g., by sampling or
measuring a current transient) a current output I, from the at
least two electrodes of the biosensor due to application of an
electrical pulse other than the first pulse in the sequence 700
of electrical pulses 702, 704, 706, and 708. In this case, the
positive pulse that is utilized here must be other than the first
positive pulse 702, which in this case is pulse 706. The current
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output I, can be measured at time Tp2 and represented by
output current identifier I, by summation of the output cur-
rents at each point of time from to Tp, to T, (FIG. 7B). The
system also obtains a current output I, from the biosensor due
to application of the last electrical pulse (e.g., pulse 708) in
the sequence of pulses 702, 704, 706, and 708. Because there
are two negative pulses, the current output I, is taken as an
average at time Ty, and T,, or by summation of the output
currents I, and I, (measured from T,;, or T,,, to respective
T, z)- Thereafter, the system may determine the glucose con-
centration with the first and second current outputs I, and I,
in any one of Equations 4, 5, 6, or combinations thereof.
Where the system utilizes two or more working electrodes,
the system may use the average of the two currents obtained
from each of the working electrodes in any one of Equations
3-6, or combinations thereof.

FIGS. 8A and 8B illustrate yet another embodiment in
which the system obtains glucose concentration using a
pulsed sequence of electrical potential 800. In this embodi-
ment, the potential 800 is provided to the biosensor in the
form of ten pulses (801-810) in which five of the pulses (801,
803, 805, 807, 809) are positive pulses and five of the pulses
are negative (802, 804, 806, 808, 810). The duration of four
positive pulses are generally equal to about 0.5 seconds
whereas the duration of the last positive pulse 809 is about 1
second and the duration of the last negative pulse is about 4
seconds. The output from the biosensor is current transient
811 which includes peaks 812a, 8125, 812¢, 812d, 812e,
8121, 812¢, 812/, 812i and 812/ with decaying current tran-
sients 811a, 8115, 811c¢, 8114, 811¢, 811/, 811g, 8114, 811,
and 811;.

With reference to exemplary FIG. 8B, each of the pulses
applied (in FIG. 8A) to the biosensor will cause the reaction
in the biosensor 100 involving the glucose and reagent to
provide an output transient 811a-811; (in FIG. 8B) with cor-
responding peaks 812a-812; at the beginning of each input
pulse (FIG. 8A). The output transient 810 is represented here
as current output over time and shown here as several tran-
sients 811a-811; in which each of the transients is decaying
from the respective peaks 812a-812;. In particular, the system
obtains (e.g., by sampling or measuring a current transient) a
current output I, from the at least two electrodes of the bio-
sensor due to application of the last electrical pulse (e.g., 706)
in the sequence 800 of electrical pulses 808 and 809. As in
previous embodiments described above, the system may
obtain one or only one of the current outputs of the last
positive pulse or the current output last negative pulse for
determining the glucose concentration. The system may
obtain an average of both the current output of the last positive
pulse and the current output of the last negative pulse to
determine the glucose concentration.

Alternatively, the system may obtain an average of output
currents of all the pulses (positive and negative) except the
first pulse to determine the glucose concentration. The output
currents I, 15, I, 155 can be measured at respective time
Tp2...T,, or by summation of the output currents at each
predetermined time point Tp2 . . . T, (or duration) for each
pulse (FIG. 8B). The system also obtains a current output I,
from the biosensor due to application of a next to the last
electrical pulse (e.g., pulse 808) in the sequence of pulses
801-810. The current output I,can be the current output of the
last negative pulse 811;. Alternatively, current output I, can
be represented as the average of output currents measured at
time points Ty, . . . Tps. The current output I, can also be
represented by the average or a summation of the current
outputs from Ty, 10 Taz, T 10 Tz Tas 10 Tz T 10 Tz,
and T, to T, (each time duration designated by a double-
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headed identifier). Thereafter, the system may determine the
glucose concentration with the first and second current out-
puts I, and I,in any one of Equations 4, 5, 6, or combinations
thereof. Where the system utilizes two or more working elec-
trodes, the system may use the average of the two currents
obtained from each of the working electrodes in any one of
Equations 3-6, or combinations thereof.

In this system, the biosensor 100 may have a substrate on
which the at least two electrodes are disposed with three
electrodes, of which one of the three is a reference electrode
and two of'the three are working electrodes. The pulses can be
any number of alternating pulses from 3 to about 10 and the
magnitude of the positive electrical pulse can be from about
200 millivolts to about 600 millivolts and the magnitude of
the negative electrical pulse can be from about -200 milli-
volts to about —600 millivolts, where the duration of the
positive or negative electrical pulse can be any duration from
about 0.25 seconds to about 2 seconds.

To obtain calibration curve for Waveforms 1-4 in order to
assess the error or bias of the new technique compared to the
known technique, current transients similar to those in FIGS.
5-8 were measured at a range of nominal blood glucose con-
centrations in the range 50 to 600 mg per dL. The current
transients were interrogated as follows. In the case of the
known constant voltage driving voltage of FIG. 4A, the aver-
age current between 4.81 and 5.00 second from the start of the
glucose measurement was used to determine the glucose con-
centration whereas in the case of pulsed Waveforms 1-3 two
current values were extracted. First, the average current mea-
sured during a predetermined time period within each time
interval (e.g., the last and approximately 200 milliseconds of
the final negative pulse) is obtained. Second, the average
current measured during a predetermined time period within
each time interval (e.g., the last and approximately 200 mil-
liseconds of the final positive pulse). These current values
were used together with reference measurements of glucose
performed using a YSI 2700 clinical instrument (available
from YSI LifeSciences at http://www.ysilifesciences.com/
index.php?page=ysi-2700-select-bioprocess-monitoring), to
give a baseline measurement of glucose against which the
sensor-based measurements was compared to provide bias
data and construct glucose calibration curves, which tech-
niques are well known to those skilled in the art and for the
sake of brevity, will not be described further.

At a nominal blood glucose concentration of about 70
mg/dL, the blood samples were spiked with interferent com-
pounds, specifically acetaminophen, uric acid, ascorbic acid
and dopamine (in FIGS. 10-13). The glucose values were
measured in each interferent spiked solution. Comparable
calibration curves were obtained using the final negative
pulse of Waveform 1 and using the final positive and negative
pulses for Waveforms 2, 3 and 4, glucose concentrations were
calculated for each of the positive and negative pulses for
Waveforms 1-4. Due to nonlinearity in the current versus
reference glucose measurement relationship a quadratic cali-
bration was employed in the case of all pulsed Waveforms.

Using the respective glucose calibration curves, the error or
“bias” with respect to the reference glucose measurement was
determined for each interferent compound. Bias measure-
ments are presented in FIGS. 10A, and 10-12. Additionally,
the effect of increasing interferent concentration (in this case
uric acid) on the efficacy of the error current reduction (ex-
pressed in mg/dL. glucose) was investigated, and the results
are shown in FIG. 10B. The “bias” is an estimate of the
relative error in the glucose measurement as compared to YSI
referential datum, and can be determined with equations of
the form:

Eq.7

BiaS,ps =G atcutated— Greference

for G less than 75 mg/dL. glucose concentration.

reference
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The results presented in FIGS. 10A, 11-13, and 10B show
that the error current due to the presence of irreversibly elec-
trochemically active interferent compounds in the blood
sample, and hence the measurement error (or “bias”) in the
glucose determination, is reduced in the case of the ‘pulsed’
Waveform (Waveforms 1-4) with respect to that in the case of
a glucose determination made using the current response
resulting from the application of a single, positive, voltage
pulse (Waveform 0). Furthermore, the use of pulsed Wave-
form was effective in reducing the error current due to uric
acid up to an added uric acid level of around 12 mg/dL, above
which no further reduction was observed. This upper limit
above which no further reduction was observed is above the
range of uric acid concentrations typically encountered in
human blood is in the range 3-9 mg/dL..

Referring to FIG. 10A, which is analyzed for bias due to
uric acid, it can be seen that for the known Waveform “0”, the
bias is approximately 40 milligrams per deciliter (“mg/dL”)
whereas for the wave forms “1”; “2”; “3”” and “4” (where each
Waveform includes the positive last pulse and the next to last
negative pulse), there is a reduction in the bias (delineated as
arrows) that in percentage term, is considered by applicants to
be advantageous. For example, in FIG. 10A, the largest per-
centage reduction in bias is about 50% for Waveform 4 and
the lowest being approximately 10% for Waveform 3. Both
Waveforms 1 and 2 in FIG. 10A are around 28% reduction in
bias. Applicants further note that this reduction in bias
improves linearly with respect to the amount of uric acid
added to the glucose sample with a limit seeming to be
reached at the concentration of about 15 mg of uric acid per
deciliter, seen here in FIG. 10B.

This ability to reduce the bias by uric acid can be seenin a
different format for each of the Waveforms 1-4 in FIG. 10B,
as uric acid is added at 5.9 mg uric acid per deciliter (or 12.5
mg uric acid/dL) in the samples for Waveforms 1-4. For
Waveform 1, the reduction in error or bias is approximately 6
mg/dL, (or 12 mg/dL. reduction in bias) for a virtual 1:1 cor-
respondence. For Waveform 2, the improvements appear to be
even greater than 1:1 when the amounts from approximately
5 mg/dL to 20 mg/dL of uric acid are added in the samples
utilized in this waveform. Nevertheless, there appears to be a
limit for both Waveforms 1 and 2 at which the reduction bias
cannot be further improved with increasing amount of uric
acid beyond approximately 15 mg of uric acid per deciliter.
While Waveform 3 shows good bias reduction (approxi-
mately 3 mg/dL at uric acid concentration of 12 mg/dlL and 8
mg/dL at uric acid concentration of 25 mg/dL) but not as good
as Waveforms 1 and 2. Waveform 4 generally matches Wave-
forms 1 and 2 in bias reduction up to the uric acid concentra-
tion of 13 mg/dL.. However, Waveform 4 is unable to match
the performance of Waveforms 1 and 2 once the uric acid
concentration increases beyond 13 mg/dl. and only managed
to almost match the bias reduction of Waveform 3.

For interferents (such as, for example, dopamine) that tend
to cause the glucose concentration to read lower than refer-
ential YSI values, the reduction in the error (delineated here as
arrows for each of the wave forms 1-4 in FIG. 11) is again
substantial and unexpected by applicants in that almost all of
the Waveforms reduced the bias due to dopamine by at least
70%. For example, in wave form 1, the glucose reading reads
lower than referential YSI value by approximately 3 mg/dL
whereas the known technique (wave form 0) obtains a glucose
reading which is about 14 mg/dL. lower than YSI for a 75%
reduction in bias.

Other interferents were tested and the reduction in the
glucose reading or bias in the glucose measurements as com-
pared to referential YSI for these interferents were also sub-
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stantial and unexpected. As shown in FIG. 12, for acetami-
nophen (at a concentration of 15 mg per deciliter), there is a
reduction of at least about 20% in the bias of the glucose
reading (as compared to referential) for Waveforms 1, 2, and
4. For acetaminophen as an interferent (at 15 mg per decil-
iter), the reduction in bias is very substantial at a maximum of
about 75% (Waveform 4) and a minimum of about 50% (wave
form 3). For ascorbic acid as an interferent (at 4.5 mg/dL),
shown here in FIG. 13, the bias is reduced by at least 20% for
Waveforms 1, 2 and 4.

By virtue of the system described herein, a method to
determine a glucose concentration can be achieved. An exem-
plary logic diagram is shown in FIG. 14. In this method, the
steps may involve, at step 1402, depositing a physiological
fluid sample on the reagent proximate the at least two elec-
trodes of the biosensor. Typically, the biosensor is configured
to allow for the fluid sample to react with the reagent of the
biosensor. In particular, an initial poise delay is provided in
the form of an open circuit. The purpose of this poise delay is
to permit the sample to wet out the glucose sensing chemistry
prior to the application of the initial voltage pulse (which may
be of positive polarity), leading to the measurement of a
peaked current response. In each of the exemplary Wave-
forms 1-4 a poise delay of about 1 second duration was
applied. However, poise delays of, for example, about 0.5
second to about 5 seconds in duration may be appropriate,
depending on the wetting rate of the glucose sensing chem-
istry. At step 1404, the method includes applying a plurality of
positive and negative electrical pulses to the at least two
electrodes in sequence with a plurality of positive electrical
pulses with a positive electrical pulse being first in the
sequence and at least one positive electrical pulse being next
to the last pulse in the sequence. It is noted that in the pre-
ferred embodiments, an initial positive voltage pulse of dura-
tion of about 0.5 second to about 5 seconds is provided. The
current response resulting from the application of this pulse is
believed to contain an error current generated through the
direct oxidation of interferent compounds in the blood. After
the initial positive pulse, the system may switch to at least one
negative voltage pulses of duration from about 0.5 to about 5
seconds. The current response resulting from the application
of'these pulses is believed to contain a reduced error current
generated through the direct oxidation of interferent com-
pounds in the blood. With subsequent positive and negative
pulses (e.g., FIG. 5A, 6A, 7A, or 8A), it is believed that the
current response (in e.g., FIG. 5B, 6B, 7B, or 8B) resulting
from the application of these pulses contains a reduced error
current generated through the direct oxidation of interferent
compounds in the blood.

Referring back to FIG. 14, it is noted that the applying step
1404 further includes step 1406 of driving the plurality of
positive electrical pulses over discrete time intervals and dur-
ing each interval, a voltage of each of the positive electrical
pulses is at a generally constant magnitude, and in step 1408
driving at least one negative electrical pulse over at least one
discrete time interval and during the at least one discrete
interval, a voltage of the at least one negative electrical pulse
is at a generally constant magnitude, which is shown for
illustrative purposes in FIGS. 5A, 6A, 7A, and 8A. The sys-
tem can be configured to utilize only one of steps 1410 or
1412 or both steps 1410 and 1412 in its determination of the
analyte. In the former configuration, the system can consider
at step 1410, the system performs the step of measuring a first
current output (FIGS. 5B, 6B, 7B, and 8B) from the biosensor
over a first predetermined time duration from the biosensor
due to application of at least one negative electrical pulse in
the sequence. Alternatively, the system may consider only
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step 1412, in which the logic performs the step of measuring
a second current output over a second predetermined time
period from the biosensor due to application of at least one
negative electrical pulse in the sequence. In the latter configu-
ration, the system considers both steps 1410 and 1412 in order
for the system to move to step 1414. At step 1414, the logic
determines a glucose concentration based on at least one of
the first and second current outputs; and annunciating the
result (in step 1418) of the determining step 1416. In the
determining step 1416, the glucose concentration can be
determined by virtue of a suitable relationship representative
of the proportion of actual glucose being transformed in the
reaction with the reagent. Such suitable relationship may
include Equation 3 or Equation 4. As used here, the term
“annunciated” or “annunciating” and variations on the root
term indicate that an announcement may be provided via text,
audio, visual or a combination of all modes of communication
to a user, a caretaker of the user, or a healthcare provider.

While the invention has been described in terms of particu-
lar variations and illustrative figures, those of ordinary skill in
the art will recognize that the invention is not limited to the
variations or figures described. In addition, where methods
and steps described above indicate certain events occurring in
certain order, it is intended that certain steps do not have to be
performed in the order described but in any order as long as
the steps allow the embodiments to function for their intended
purposes. Therefore, to the extent there are variations of the
invention, which are within the spirit of the disclosure or
equivalent to the inventions found in the claims, it is the intent
that this patent will cover those variations as well.

What is claimed is:
1. An analyte measurement system comprising:
a biosensor having at least two electrodes with a reagent
disposed proximate the at least two electrodes;
an analyte meter comprising:
a power supply;
memory for storage of data; and
a microprocessor coupled to the power supply and
memory, and the biosensor, the microprocessor con-
figured to determine an analyte concentration in a
physiological sample by:
application of positive and negative electrical pulses
to the at least two electrodes that repeat in sequence
as a positive pulse, negative pulse, positive pulse
and negative pulse, in which a voltage of at least
one positive electrical pulse is at a generally con-
stant magnitude during at least one discrete inter-
val, followed by a voltage of at least one negative
electrical pulse at a generally constant magnitude
during at least one discrete interval;
obtain at least one current output over a predeter-
mined time period from the at least two electrodes
for each of the plurality of electrical pulses other
than the first electrical pulse; and
calculate an analyte concentration based on the at
least one current output.
2. An analyte measurement system comprising:
a biosensor having at least two electrodes with a reagent
disposed proximate the at least two electrodes;
an analyte meter comprising:
a power supply;
memory for storage of data; and
a microprocessor coupled to the power supply and
memory, and the biosensor, the microprocessor con-
figured to determine an analyte concentration in a
physiological sample by:
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application of positive and negative electrical pulses
to the atleast two electrodes that repeat in sequence
as a positive pulse, negative pulse, positive pulse
and negative pulse, in which the sequence of elec-
trical pulses is applied over discrete intervals and
during each interval, a voltage of each of the posi-
tive electrical pulses is at a generally constant mag-
nitude, and a voltage of at least one negative elec-
trical pulse at a generally constant magnitude;

obtain at least a first current output from the from the
at least two electrodes for each of a first predeter-
mined time period due to application of at least one
positive electrical pulse in the sequence other than
the first electrical pulse;

obtain at least a second current output from the at least
two electrodes for each of a second predetermined
time period due to application of at least one nega-
tive electrical pulse in the sequence; and

calculate an analyte concentration based on at least
one of the first and second current outputs.

3. The system of claim 1, in which the biosensor comprises
a substrate on which the at least two electrodes are disposed,
wherein the at least two electrodes comprise three electrodes,
of which one of the three includes a reference electrode and
two of the three are working electrodes.

4. The system of claim 1, in which the at least one current
output comprises a negative current output of the last electri-
cal pulse.

5. The system of claim 4, in which the microprocessor is
configured to calculate the analyte concentration with an
equation of the form:

(|Iv] — Intercept)
Gy=-—— — "~
Slope

where

1, comprises a negative current output from the last elec-
trical pulse of the sequence;

Slope comprises the value obtained from calibration test-
ing of a batch of biosensors of which this particular
biosensor comes from; and

Intercept comprises the value obtained from calibration
testing of a batch of biosensors of which this particular
biosensor comes from.

6. The system of claim 2, in which the microprocessor is

configured to calculate the analyte concentration with an
equation of the form:

Go (lIg| — Intercept)
B Slope

where

1z comprises an average of the first current output [, and
second current output 1,;

I, comprises at least one current output or an average
current output of the first output currents measured from
each positive pulse other than the first positive pulse;

I, comprises at least one current output or an average
current output of the second output currents measured
from each negative pulse in the sequence;

Slope comprises the value obtained from calibration test-
ing of a batch of biosensors of which this particular
biosensor comes from; and
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Intercept comprises the value obtained from calibration
testing of a batch of biosensors of which this particular
biosensor comes from.

7. The system of claim 6, in which the sequence comprises

a number of k pulses and each of the first output currents and
second output currents comprises an output current measured
atapredetermined time within each of the k number of pulses.

8. The system of claim 7, in which each of the first output
currents comprises a summation of the positive output cur-
rents over a predetermined time duration during each pulse in
the sequence of k pulses.

9. The system of claim 7, in which each of the second
output currents a summation of the negative output currents
over a predetermined time duration during each pulse in the
sequence of k pulses.

10. The system of claim 9, in which the number k is at least
2.

11. The system of claim 5, in which the microprocessor is
configured to calculate the analyte concentration with an
equation of the form:

(lIp| — Intercept)
Gp=n——
Slope

where

1, comprises an average of output currents measured from
positive electrical pulses of the sequence other than the
first positive electrical pulse in the sequence;

Slope comprises the value obtained from calibration test-
ing of a batch of biosensors of which this particular
biosensor comes from; and

Intercept comprises the value obtained from calibration
testing of a batch of biosensors of which this particular
biosensor comes from.

12. The system of claim 11, in which the analyte concen-
tration comprises an average of the sum of the analyte con-
centrations G, and Gy,

13. The system of claim 3, in which the sequence of pulses
comprises a k number of pulses and the first current comprises
an average of current outputs over the first predetermined
time period within each pulse of the sequence of k pulses.

14. The system of claim 3, in which the sequence of pulses
comprises a k number of pulses, and the first current com-
prises a summation of current outputs over the first predeter-
mined time period within each pulse of the sequence of k
pulses in which k comprises any whole number of at least 2.

15. The system of claim 3, in which the sequence of pulses
comprises a k number of pulses, and the second current com-
prises an average of current outputs over the second prede-
termined time period within each pulse of the sequence of k
pulses in which k comprises any whole number of at least 2.

16. The system of claim 3, in which the sequence of pulses
comprises a k number of pulses, and the second current com-
prises a summation of current outputs over the second prede-
termined time period within each pulse of the sequence of k
pulses in which k comprises any whole number of at least 2.

17. The system of claim 3, in which each of the first and
second predetermined time periods comprises about the same
duration of time.

18. The system of claim 3, in which the first predetermined
time period comprises about 200 milliseconds and the second
predetermined time period comprises about 200 millisec-
onds.
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19. The system of claim 3, in which the magnitude of the
positive electrical pulse comprises about 400 millivolts and
the magnitude of the negative electrical pulse comprises
about negative 400 millivolts.

20. The system of claim 3, in which the duration of the
positive electrical pulse comprises about any duration from
about 0.5 seconds to about 5 seconds.

21. The system of claim 3, in which the duration of the
negative electrical pulse comprises about any duration from
about 0.5 seconds to about 5 seconds.

22. A method to determine analyte concentration in a
physiological sample with analyte meter having a micropro-
cessor coupled to a power supply and memory and a biosen-
sor having a reagent disposed on at least two electrodes, the
method comprising:

depositing a physiological fluid sample on the reagent

proximate the at least two electrodes of the biosensor;

applying a plurality of positive and negative electrical
pulses to the at least two electrodes that repeat in
sequence as a positive pulse, negative pulse, positive
pulse and negative pulse with a positive electrical pulse
being first in the sequence and at least one positive
electrical pulse being next to the last pulse in the
sequence, the applying step includes:

driving the plurality of positive electrical pulses of the
sequence over discrete time intervals and during each
interval, a voltage of each of the positive electrical
pulses is at a generally constant magnitude, and

driving a plurality of negative electrical pulses of the
sequence over at least one discrete time interval and
during the at least one discrete interval, a voltage of
the at least one negative electrical pulse is at a gener-
ally constant magnitude;

measuring a first current output over a first predetermined
time duration from the at least two electrodes due to
application of at least one positive electrical pulse in the
sequence other than the first positive electrical pulse;

measuring a second current output over a second predeter-
mined time period from the at least two electrodes due to
application of at least one negative electrical pulse in the
sequence;

determining a analyte concentration based on at least one
of the first and second current outputs; and

annunciating the analyte concentration from the determin-
ing step.
23. The method of claim 22, in which the determining step
comprises calculation of the analyte concentration with an
equation of the form:

B (lIg| — Intercept)

G
Slope

and where:

1z comprises an average of the first current output [, and
second current output I

1, comprises an average current output of the first output
currents measured from each positive pulse other than
the first positive pulse;

1, comprises an average current output of the second out-
put currents measured from each negative pulse in the
sequence;
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Slope comprises the value obtained from calibration test-
ing of a batch of biosensors of which this particular
biosensor comes from; and

Intercept comprises the value obtained from calibration
testing of a batch of biosensors of which this particular 5
biosensor comes from.
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